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Abstract

Objectives Clopidogrel, a thienopyridine antiplatelet agent, is a poor aqueous
soluble compound and a P-glycoprotein (P-gp) efflux pump substrate. These two
factors are responsible for its incomplete intestinal absorption. In this study, we have
attempted to enhance the absorption of clopidogrel by improving its solubility and
by inhibiting intestinal P-gp activity.
Methods Solubility enhancement was achieved by preparing solid dispersions.
Quinidine and naringin were selected as P-gp inhibitors, whilst tartaric acid was
selected as the intestinal absorption enhancer. Absorption studies were performed
using the everted gut sac model prepared from rat jejunum. The determination
of clopidogrel was performed by high performance liquid chromatography.
Key findings We noticed an enhancement of clopidogrel absorption by improving
its solubility or by inhibiting the P-gp activity. The greatest results were obtained for
solid dispersions in the presence of P-gp inhibitors at their highest concentrations,
with an absorption improvement of 3.41- and 3.91-fold for naringin (15 mg/kg) and
quinidine (200 mm), respectively. However, no clopidogrel absorption enhancement
occurred in the presence of tartaric acid.
Conclusions Naringin, a natural compound which has no undesirable side effects
as compared with quinidine, could be used as a pharmaceutical excipient in the pres-
ence of clopidogrel solid dispersions to increase clopidogrel intestinal absorption
and therefore its oral bioavailability.

Introduction

Intestinal absorption is considered a key factor for the bio-
availability of oral dosage forms. Several factors can affect the
transfer process of drug compounds across the intestinal epi-
thelial mucosa, such as physicochemical properties of the
compound (hydrosolubility, lipophilicity, chemical nature,
pKa, ionic charge, molecular weight, etc.), the formulation
aspect of the oral dosage form (e.g. particle size, polymor-
phism, tablets, capsules, solutions) and the physiological
properties of the gastrointestinal (GI) tract (gastric empty-
ing, surface area available for the absorption process, level of
vascularization, blood flow, GI motility, pH values in the dif-
ferent regions of the GI tract, intestinal enzymatic systems
etc.).[1] It is well known that influx and efflux transporters
expressed on the brush-border membrane of the epithelial
intestinal cells have a considerable impact on drug absorp-
tion. Influx transporters are known to facilitate drug absorp-
tion, whereas efflux transporters, such as P-glycoprotein

(P-gp), multidrug resistance-associated proteins (MRP1 and
MRP2) and breast cancer resistance protein (BCRP) are
known to restrict the absorption of a wide variety of drug
compounds administered orally.[2]

Clopidogrel is a thienopyridine antiplatelet and anti-
thrombotic agent that inhibits ADP-mediated platelet activa-
tion and aggregation by selectively and irreversibly blocking
platelet purinergic P2Y12 receptors. It is an inactive prodrug
that needs biotransformation in the liver catalysed by cyto-
chrome P450 (CYP) 3A4 iso-enzyme mainly and other
hepatic CYP proteins to form the active thiol metabolite
2-oxo-clopidogrel. However, this metabolite represents a
small proportion, since the majority of clopidogrel (approxi-
mately 85%) is hydrolysed by esterase into an inactive car-
boxylic acid derivative.[3,4] Previously, it was reported that
there was a considerable inter-individual variability in the
response to clopidogrel treatment, which may have been
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attributed to several factors, viz. variability in clopidogrel
absorption and hepatic metabolism, polymorphism of clopi-
dogrel’s P2Y12 receptor, etc.[4–8]

Oral administration of clopidogrel remains problematic
since this drug compound has a low aqueous solubility and is
a P-gp efflux transporter substrate.[6–9] These two key factors
(poor water solubility and P-gp efflux pump) are well known
to be responsible for the incomplete absorption of numerous
orally administered drugs and, therefore, of the limited oral
bioavailability of such molecules.[2,10,11]

Solubility enhancement remains a challenging problem in
the pharmaceutical industry. Over the years, numerous strat-
egies have been developed in an attempt to improve solubility
of poorly water soluble compounds such as particle size
reduction, complexation using complex forming excipients
(e.g. cyclodextrin), nanotechnology approaches, and drug
dispersion into hydrophilic polymer (e.g. solid dispersion
approach).[12]

P-gp is a transmembrane protein which belongs to the
superfamily of ATP-binding cassette transporters (ABCB1).
It is the product of the multidrug resistance (MDR1) gene
located on chromosomal locus 7q21. It has two ATP-binding
domains and two sets of transmembrane domains. It is an
energy-dependent efflux pump, normally expressed at the
apical side of most cell types and is present in all barrier
tissues including liver, blood–brain barrier, intestine, kidney,
eyes and lungs.[13,14] Its expression level, at the apical surface
of epithelial cells in the GI tract, increase progressively from
the proximal (stomach, duodenum and jejunum) to the distal
region (ileum and colon).[15] P-gp alters intestinal permeation
of a wide range of hydrophobic and cytotoxic compounds
by limiting the influx into cells and by facilitating drug efflux
from intestinal cells back into the lumen.[13,14] Previously,
it was reported that inhibiting P-gp may improve drug
absorption across intestinal barriers.[13,14,16] Several sub-
stances are used as P-gp inhibitors. These molecules may act
as high avidity substrates (e.g. verapamil, diltiazem) or block
P-gp function by binding to it (e.g. sulphydryl-substitued
purine).[17]

In this study we have attempted to enhance clopidogrel
intestinal absorption by improving its solubility using solid
dispersions with macrogol 6000 (polyethylene glycol 6000)
and by inhibiting the intestinal efflux transporter P-gp using
quinidine and naringin as P-gp inhibitors. We investigated
the effect of tartaric acid, an absorption enhancer, on clopi-
dogrel absorption. Permeability studies were undertaken
using the in-vitro everted rat gut sac model.

Materials and Methods

Drug and chemical reagents

Clopidogrel hydrogen sulphate, pharmaceutical grade, was
kindly provided by Medis Laboratories (Nabeul, Tunisia).

Naringin, tartaric acid, macrogol 6000, glucose, CaCl2, MgCl2

and HCO3Na, reagent grade, were purchased from Sigma
Aldrich Chemie GmbH (Steinheim, Germany); Na2HPO4 and
KH2PO4 were obtained from Sigma Aldrich Laborchemikalien
GmbH (Seelze, Germany). NaOH, citric acid, KCl and NaCl
were obtained from Chemi-Pharma (Le Bardo, Tunisia). Other
chemicals used were of reagent grade.Organic solvents used for
HPLC analysis were of analytical grade.

Buffer solutions

Buffer solutions were prepared according to the European
Pharmacopoeia (5th edn).[18] To prepare the phosphate buffer
solution pH 6.8, 77.3 ml Na2HPO4 (71.5 g/l) was mixed with
22.7 ml citric acid solution (21 g/l). The pH of the medium
was adjusted using a citric acid solution (21 g/l) or NaOH
(0.1 m). To prepare phosphate buffer solution pH 7.4, 250 ml
KH2PO4 (0.2 m) was mixed with 393.4 ml NaOH (0.1 m). The
pH of the buffer solution was adjusted to 7.4 using either HCl
(0.1 m) or NaOH (0.1 m).

Preparation of the physical mixture

A physical mixture of clopidogrel and macrogol 6000 at five
drug:polymer weight ratios (1 : 1, 1 : 3, 1 : 5, 1 : 7 and 1 : 9,
w/w) were obtained by thoroughly mixing in a mortar the
appropriate amounts of clopidogrel with macrogol 6000. The
resulting mixture was sieved through a 250-mm sieve and
stored at room temperature in a hermetically sealed glass
bottle until use. The particle size fraction selected for this
study was 125–250 mm.

Preparation of solid dispersions

Solid dispersions containing clopidogrel and macrogol 6000
in five drug:polymer weight ratios (1 : 1, 1 : 3, 1 : 5, 1 : 7 and
1 : 9, w/w) were prepared as follows:[19] The appropriate
amounts of clopidogrel and macrogol 6000 were dissolved
in ethanol (50 ml) and in water (5 ml), respectively. The
solutions were mixed under magnetic stirring for 30 min
and then the solvents were evaporated under reduced pres-
sure in a rotavapor at 60°C. The formed solid dispersions
were stored in a vacuum desiccator over silica gel for 48 h
to eliminate the residual solvent. Before being used for the
experiments, the samples were pulverized using a mortar
and pestle, sieved through a 250-mm sieve and stored at
room temperature in a hermetically sealed glass bottle until
use. The particle size fraction of 125–250 mm was selected
for the study.

Preparation of the everted gut sacs

The experiments were carried out on male Wistar rats (200–
250 g; 8–10-weeks-old) purchased from Central Pharmacy of
Tunisia (Tunis, Tunisia). The animals were kept hygienically
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in an animal house under controlled conditions. They were
housed in large polypropylene cages at air conditioned tem-
perature (22–24°C) with a 12-h light/dark cycle with free
access to water and food. Before starting in-vitro experiments
rats were starved for 24 h but they had free access to water.

All the animal experiments were performed in accordance
with the guidelines established by the European Union on
Animal Care (CCE Council 86/609) and approved by the
Ethics Committee of the University Hospital of Monastir.

The rats were anaesthetized with ether before the experi-
ments and upon verification of the loss of pain reflex, a 3-cm
midline longitudinal incision of the abdomen was made.
The small intestine was rapidly removed and flushed three
times with 9% NaCl solution at room temperature and
immediately placed in 37 � 0.5°C and oxygenated (O2/CO2,
95% : 5%) Tyrode buffer solution (containing in mm: 15
glucose, 11.90 HCO3Na, 136.9 NaCl, 4.2 NaH2PO4, 2.7 KCl,
1.2 CaCl2 and 0.5 MgCl2). After harvesting this segment the
animal was immediately killed by cervical dislocation.

The everted gut sacs were prepared from rat jejunum.[20]

Briefly, this segment was quickly excised, stripped of adhering
tissue, washed three times with Tyrode solution and cut into
small sacs (5–6 cm in length). Each sac was gently everted
over a glass rod of 2.5 mm in diameter, tied with a silk braided
suture at one end, connected to a small cannula at the other
end and a second tie was made using a braided silk suture.
The everted gut sacs were filled with 600 ml Tyrode buffer
solution (pH 7.4) at 37°C from the cannula using a 1-ml
plastic syringe. After that, each sac was hung in a 20-ml test
tube containing 15 ml degassed oxygenated medium at
pH 6.8. Finally, the test tubes were incubated at 37 � 0.5°C
in an oscillating water bath (OLS 200, Grant instruments,
Cambridge, UK) at 60 cycles/min and were continuously
oxygenated by mixed gas ((95% O2–5% CO2).

To examine the effect of quinidine, naringin or tartaric acid
on clopidogrel (232 mm) or clopidogrel-macrogol 6000 solid
dispersions absorption, the mucosal medium was filled with
Tyrode solution containing quinidine (10, 50 or 200 mm),
naringin (5, 10, 15 mg/kg) or tartaric acid (5, 10 or 20 mm).
At the appropriate time points, samples were withdrawn
from outside and inside the sacs and kept for HPLC analysis.
The experiments were repeated six times (n = 6) and drug
absorption was expressed as a percentage.

Solubility study

Solubility studies were performed as follow:[21] Excess
amounts of pure clopidogrel or clopidogrel-macrogol 6000
binary systems (physical mixtures, solid dispersions) at dif-
ferent drug:polymer weight ratios (1 : 1, 1 : 3, 1 : 5, 1 : 7 and
1 : 9 w/w) corresponding to 100 mg pure drug compound
were accurately weighed and placed into flasks containing
10 ml pH 6.8 buffer solution. The samples were shaken at

room temperature for 24 h, withdrawn and centrifuged at
6000 rev/min for 10 min. Samples (1 ml) from the superna-
tants were filtered with a syringe using a 0.45-mm filter,
appropriately diluted with the buffer solution and analysed
by HPLC at 230 nm. The experiment was repeated six times
(n = 6). Results were expressed in mg/ml.

Calculation of the apparent
permeability coefficients

Apparent permeability coefficient (Papp) was determined
according to equation 1:[20]

P
dQ

dt AC
app = × 1

0

(1)

Where Papp (cm/s) is the apparent permeability coefficient,
dQ/dt (mg/s) is the amount of drug transported across
the membrane per unit of time, A (cm2) is the surface area
available for permeation and C0 (mg/ml) represents the initial
concentration of the drug outside the everted gut sacs.

Calculation of the percentage of drug
recovery and drug retained

The percentage of drug recovery (R%) was calculated accord-
ing to equation 2:

R
C V C V

C V
r end r d end d

r

% , ,= × + ×
×

×
0

100 (2)

where Cr,end and Cd,end (mg/ml) are the drug concentrations
measured at the end of the experiment inside and outside the
sacs, respectively; Cd,0 (mg/ml) is the initial concentration of
the drug outside the everted gut sacs; Vr and Vd (ml) are the
volumes of the mucosal and the serosal media, respectively.

The percentage of drug retained (Ad%) on the intestinal
tissues was determined according to equation 3:

Ad R% %= −100 (3)

Water flux measurement

The water flux, resulting from both water absorption and
efflux in the jejunum segment was determined according to
equation 4:[4,22]

Water flux = −P P

P
3 2

1

(4)

Where P1 is the weight of the sac empty and blotted, P2 is
the weight of the sac + 600 ml Tyrode solution (pH 7.4) and P3

is the weight of the sac at the end of the experiment. The water
flux was determined after 2 h of experiments and the results
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were expressed in g water/g fresh intestine. Assays for the
evaluation of water flux were repeated six times (n = 6).

Diffusion profiles studies

To compare diffusion profiles obtained during the experi-
ments, we used a model-independent approach consisting
on the calculation of a difference factor (f1) and a similarity
factor (f2).[23]

f1 calculates the percent difference between two curves
at each time point and is a measurement of the relative
error between the two curves. It was determined according
to equation 5:

f R T Rt tt

n
tt

n
1 1 1

100= −⎡⎣ ⎤⎦ ⎡⎣ ⎤⎦{ }⋅
= =∑ ∑ (5)

Where n is the number of time points; Rt is the diffusion value
of the reference batch at time t; and Tt is the diffusion value of
the test batch at time t.

f2 is a logarithmic reciprocal square root transformation of
the sum of squared error. It is a measurement of the similarity
in percent diffusion between the two curves and was calcu-
lated as per equation 6:

f n R Tt tt

n
2

2

1

0 5

50 1 1 100= ⋅ + ( ) −( )⎡⎣ ⎤⎦ ⋅{ }=

−

∑log /
.

(6)

Two curves were considered similar when the f1 value was
less than 15% and the f2 value was greater than 50% curves.

Analytical method

The amounts of clopidogrel inside and outside the everted
gut sac were assayed using a HPLC system (1100 series
Hewlett Packard) equipped with a HP 1100 series photo-
diode array UV detector, a HP 1100 series vacuum degasser,
a HP 1100 series quaternary pump and a HP 1100 series
manual injector using a rheodyne model 7725i 7-port
sample injection valve. The HP 1100 series modules were
controlled through HP ChemStation software. Samples
from inside or outside the everted gut sac media were with-
drawn, filtered through a 0.45-mm membrane filter and
20-ml samples were injected into the HPLC system. HPLC
analysis of samples was performed under the following con-
ditions: a SUPELCO ODS C18 column (150 cm ¥ 4.6 mm;
5 mm particles, Bellefont, PA, USA) maintained at room
temperature; an isocratic mobile phase which consisted
of acetonitrile/methanol/phosphate buffer KH2PO4, 0.01 m
(50 : 20 : 30, v/v) (pH 4.5); and a flow rate of 1 ml/min. The
detective wavelength was set at 230 nm. The retention time
was 4.9 min.

It was found that under these conditions, macrogol 6000,
quinidine, naringin and tartaric acid did not interfere with

the assay. Quantification of clopidogrel was carried out by
measuring the peak areas in relation to those of standards
chromatographs under the same conditions.

Statistical analysis

Statistical analysis was computed with Statgraphics Centu-
rion XV. The results were expressed as mean � SD of six
independent experiments. A one-way analysis of variance
test was used to compare the solubility, the apparent perme-
ability (Papp) and the water flux average values of the different
tested samples. The differences observed were considered
significant at P � 0.05.

Results

Solubility studies

The aqueous solubility values of clopidogrel and clopidogrel-
macrogol 6000 binary systems (physical mixtures and solid
dispersions) at different drug:polymer weight ratios (1 : 1,
1 : 3, 1 : 5, 1 : 7 and 1 : 9, w/w) in pH 6.8 buffer solution are
reported in Table 1.

Solubility value of clopidogrel was 16.56 � 1.65 mg/ml.
As shown in Table 1, there was a solubility enhancement with
physical mixtures and solid dispersions at different drug-
:polymer weight ratios compared with pure drug (P < 0.05),
except for the physical mixture at 1 : 1, 1 : 3 and 1 : 5 (w/w)
ratios (P > 0.05). Compared with the physical mixtures,
solid dispersions showed a significant solubility improve-
ment for all drug:carrier ratios tested (P < 0.05). In both
cases (physical mixtures and solid dispersions), solubility
values increased with increasing macrogol 6000 weight
fraction. For the physical mixtures, the lowest solubility

Table 1 Solubility values of pure clopidogrel and drug:carrier binary
systems (physical mixtures and solid dispersions) at various weight ratios
in pH 6.8 buffer solution

Sample
Clopidogrel-macrogol
6000 ratio (w/w) Solubility (mg/ml)†

Clopidogrel 1 : 0 16.56 � 1.65
Physical mixtures 1 : 1 17.49 � 1.69

1 : 3 17.55 � 0.90
1 : 5 18.41 � 2.09
1 : 7 *20.19 � 3.09
1 : 9 *22.08 � 1.42

Solid dispersion 1 : 1 *142.21 � 22.93
1 : 3 *191.35 � 26.60
1 : 5 *256.15 � 25.61
1 : 7 *280.25 � 7.12
1 : 9 *354.88 � 13.69

†Solubility data are presented as mean � SD. *P < 0.05 compared with
clopidogrel only.
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value (17.49 � 1.69 mg/ml) was obtained at 1 : 1 (w/w)
clopidogrel-macrogol 6000 ratio, whereas the greatest
value (22.08 � 1.42 mg/ml) was recorded for 1 : 9 (w/w)
clopidogrel-macrogol 6000 ratio. Similar conclusions were
noticed for solid dispersions, where the lowest solubility
value (142.21 � 22.93 mg/ml) was noticed for 1 : 1 (w/w)
drug:carrier weight ratio, while the highest value (354.88 �

13.69 mg/ml) was observed for 1 : 9 (w/w) clopidogrel-
macrogol 6000 ratio. For solid dispersions at a drug:polymer
ratio 1 : 9 (w/w), we recorded a solubility enhancement of
21.44-fold compared with clopidogrel alone in pH 6.8 buffer
medium.

Permeability studies

Apparent permeability coefficients Papp (cm/s), of clopi-
dogrel (232 mm), clopidogrel-macrogol 6000 binary systems
(physical mixture, solid dispersion) at drug:polymer weight
ratio 1 : 9 (w/w), clopidogrel+quinidine (10, 50 or 200 mm),
clopidogrel+naringin (5, 10 or 15 mg/kg), clopidogrel +
tartaric acid (5, 10 or 20 mm), solid dispersions (1 : 9,
w/w) + quinidine (200 mm) and (1 : 9, w/w) + naringin
(15 mg/kg) across the everted gut sac are shown in Figure 1.
Data are expressed as mean � SD and results are expressed
in cm/s.
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Figure 1 The apparent permeability values (Papp) of clopidogrel across everted gut sac model. Clopidogrel (CLP; 232 mM) in the presence of (a) quinidine
(QND; 10, 50 or 200 mM), (b) naringin (NAR; 5, 10 or 15 mg/kg), (c) tartaric acid (TA; 5, 10 or 20 mM), and (d) clopidogrel-macrogol 6000 binary systems
(CLP-macrogol 6000) at drug-polymer weight ratio 1 : 9 (w/w) in absence or presence of naringin (15 mg/kg) or quinidine (200 mM). SLD, solid disper-
sion. Data are presented as mean � SD; n = 6 in each experimental group. *P < 0.05 compared with control.
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The apparent permeability value (Papp) of clopidogrel was
2.51 � 0.34 ¥ 10-6 cm/s. In the presence of P-gp inhibitors
at various concentrations (10, 50 and 200 mm quinidine or 5,
10 and 15 mg/kg naringin) there was a significant increase
of clopidogrel Papp values (P � 0.05). The greatest enhance-
ments were achieved in presence of 200 mm quinidine
(8.33 � 0.58 ¥ 10-6 cm/s) and 15 mg/kg naringin (6.18 �

0.68 ¥ 10-6 cm/s). However, no significant increase in clopi-
dogrel apparent permeability was noticed in presence of
tartaric acid at any of the concentrations tested (5, 10 and
20 mm) (P � 0.05). Papp coefficients recorded were 2.59 �

0.66 ¥ 10-6, 2.67 � 0.34 ¥ 10-6 and 2.72 � 0.62 ¥ 10-6 cm/s
with 5, 10 and 20 mm tartaric acid, respectively.

For clopidogrel-macrogol 6000 binary systems (physical
mixtures and solid dispersions) a significant increase in
apparent permeability coefficients (P � 0.05) was noted. The
lowest Papp value was observed with the physical mixture
of clopidogrel and macrogol 6000 (3.33 � 0.25 ¥ 10-6 cm/s),
whereas the highest Papp values (9.85 � 0.88 ¥ 10-6 and
8.68 � 0.49 ¥ 10-6 cm/s) were found with solid dispersions
in presence of 200 mm quinidine or 15 mg/kg naringin,
respectively. The Papp coefficient of a solid dispersion (1 : 9;
w/w) in absence of P-gp inhibitors (quinidine or naringin)
was 4.95 � 0.34 ¥ 10-6 cm/s.

Percentage of drug recovery and drug
retained determination

The percentages of drug recovery (R%) and drug retention
(Ad%) of clopidogrel (232 mm), clopidogrel-macrogol 6000
binary systems (physical mixture, solid dispersion) at drug :
polymer weight ratio 1 : 9 (w/w), clopidogrel in presence of
quinidine (10, 50 or 200 mm), naringin (5, 10 or 15 mg/kg) or
tartaric acid (5, 10 or 20 mm) and solid dispersions (1 : 9

w/w) in presence of quinidine (200 mm) or naringin (15 mg/
kg) across the everted gut sac model are shown in Table 2.
Results are expressed as mean � SD (n = 6). For all experi-
ments, the percentages of drug retention on the intestinal
barrier were below 10%.

Diffusion profiles comparison

Figure 2 shows the absorption rates of clopidogrel (232 mm)
across the everted gut sac model in the presence of quinidine
at various concentrations (10, 50 or 200 mm; Figure 2a);
naringin at different administered doses (5, 10 or 15 mg/kg;
Figure 2b); tartaric acid (5, 10 or 20 mm; Figure 2c); and the
absorption rates of clopidogrel in the clopidogrel-macrogol
6000 binary systems at drug/carrier ratio 1 : 9 (w/w) in the
absence or presence of P-gp inhibitors (200 mm quinidine
or 15 mg/kg naringin; Figure 2d). Data are expressed as
mean � SD (n = 6) and results are expressed as a percentage.

Diffusion studies showed that a significant increase in the
transport of clopidogrel (232 mm) from outside to inside
the everted gut sacs occurred in the presence of quinidine
(10, 50 and 200 mm), naringin (5, 10 or 15 mg/kg) and for
clopidogrel-macrogol 6000 binary systems (physical mix-
tures and solid dispersions 1 : 9, w/w)) (P � 0.05), whereas
no significant enhancements were observed when tartaric
acid (5, 10 or 20 mm) was added to the medium (P � 0.05).

Indeed, after the experiment had run for 120 min, we
noticed an improvement of 1.41-, 1.95- and 3.44-fold for
clopidogrel absorption in the presence of 10, 50 and 200 mm
quinidine, respectively. For naringin 5, 10 or 15 mg/kg,
an improvement of 1.16-, 1.94- and 2.38-fold was observed,
respectively. Finally, for clopidogrel-macrogol 6000 binary
systems (1 : 9; w/w), an increase of 1.46-, 1.96-, 3.56- and
3.85-fold in clopidogrel absorption was noticed for the physi-

Table 2 Percentagesofdrug recoveryanddrug retention for clopidogrel (232 mM)across theevertedgut sacmodel in thepresenceofquinidine,naringin,
tartaric acid, and clopidogrel-macrogol 6000 binary systems at drug-polymer weight ratio 1 : 9 (w/w) in absence or presence of naringin or quinidine

In vitro absorption model Sample
Percentage of drug
recovery (%)*

Percentage of drug
retention (%)*

Everted gut sac technique Clopidogrel (control) 92.65 � 1.74 7.35 � 1.74
Clopidogrel + quinidine (10 mM) 92.73 � 1.21 7.27 � 1.21
Clopidogrel + quinidine (50 mM) 92.80 � 1.31 7.20 � 1.31
Clopidogrel + quinidine (200 mM) 93.09 � 1.64 6.91 � 1.64
Clopidogrel + naringin (5 mg/kg) 92.18 � 1.04 7.82 � 1.04
Clopidogrel + naringin (10 mg/kg) 93.24 � 1.38 6.76 � 1.38
Clopidogrel + naringin (15 mg/kg) 92.95 � 1.83 7.05 � 1.83
Clopidogrel + tartaric acid (5 mM) 93.78 � 1.73 6.22 � 1.73
Clopidogrel + tartaric acid (10 mM) 94.44 � 1.74 5.56 � 1.74
Clopidogrel + tartaric acid (20 mM) 93.80 � 1.17 6.20 � 1.17
Clopidogrel+macrogol 6000 (1 : 9, w/w) 93.73 � 1.37 6.27 � 1.37
Clopidogrel-solid dispersion (1 : 9, w/w) 92.81 � 1.56 7.19 � 1.56
Clopidogrel-solid dispersion (1 : 9, w/w) + quinidine (200 mM) 92.20 � 1.39 7.80 � 1.39
Clopidogrel-solid dispersion (1 : 9, w/w) + naringin (15 mg/kg) 93.10 � 1.44 6.90 � 1.44

*Data are presented as mean � SD; (n = 6).
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cal mixture, solid dispersions, solid dispersion + quinidine
(200 mm) and solid dispersion + naringin (15 mg/kg),
respectively. However, in the presence of tartaric acid we
noted a slight but not significant improvement in clopidogrel
passage across the intestinal barrier compared with clopi-
dogrel alone (1.04-, 1.06- and 1.18-fold enhancement in the
presence of 5, 10 or 20 mm tartaric acid, respectively).

The highest fraction absorbed values (%) after 2 h of the
experiment were obtained for clopidogrel in the presence
of 200 mm quinidine (1.01 � 0.13%) or 15 mg/kg naringin
(0.70 � 0.09%) and for clopidogrel-solid dispersion (1 : 9;
w/w) in presence of 200 mm quinidine (1.14 � 0.10%) or
15 mg/kg naringin (1.05 � 0.10%).

Table 3 shows the results of the difference factor (f1) and
the similarity factor (f2) for the diffusion profiles obtained
with: clopidogrel vs clopidogrel+tartaric acid at various doses
(5, 10 or 20 mm); and solid dispersions+quinidine (200 mm)
vs solid dispersion+naringin (15 mg/kg). The f1 and f2

values were less than 15% and higher than 50%, respectively,
when comparing the diffusion curves of clopidogrel vs
clopidogrel + tartaric acid at 5, 10 or 20 mm. Similar finding
were noticed in the case of solid dispersion + quinidine
(200 mm) compared with solid dispersion+naringin (15 mg/
kg), where f2 and f1 were 88.06 % (� 50%) and 3.28 %
(� 15%), respectively.

Water flux studies

Figure 3 represents the variation of water flux after 2 h of
experiments, expressed in g water/g fresh intestine, for clopi-
dogrel in the absence (control) or in the presence of quini-
dine, naringin or tartaric acid used at various concentrations,
for physical mixtures (1 : 9; w/w) and for solid dispersions
(1 : 9; w/w) in the absence or presence of quinidine (200 mm)
or naringin (15 mg/kg). During all the experiments we
noticed a transfer of water from outside (mucosal side) to
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Figure 2 Absorption rates of clopidogrel across the everted gut sac model. Clopidogrel in presence of (a) quinidine (QND; 10, 50 or 200 mM),
(b) naringin (NAR: 5, 10 or 15 mg/kg), (c) tartaric acid (TA; 5, 10 or 20 mM), and (d) clopidogrel-macrogol 6000 binary systems at drug-polymer weight
ratio 1 : 9 (w/w) in absence or presence of naringin (15 mg/kg) or quinidine (200 mM). SLD, solid dispersion. Data are presented as mean � SD; n = 6 in
each experimental group.
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inside (serosal side) the everted gut sacs, which we translated
as showing absorption. The addition of quinidine (10, 50 or
200 mm) or naringin (5, 10 or 15 mg/kg) in the mucosal
medium provoked a significant increase in water influx
(P < 0.05). Similar observations were found for clopidogrel-
macrogol 6000 systems in comparison with the control
(P < 0.05). However, no significant water flux differences
were noticed between clopidogrel + tartaric acid at the
various concentrations (5, 10 and 20 mm) and clopidogrel
alone (P � 0.05).

After 120-min incubation, water flux was 0.74 � 0.19 g
water/g fresh intestine for clopidogrel alone. In the presence
of 10, 50 or 200 mm quinidine, water flux values were
0.92 � 0.13, 1.12 � 0.14 and 1.38 � 0.36 g water/g fresh
intestine, respectively. After the addition of 5, 10 or 15 mg/kg
naringin in the mucosal medium, water flux values noted
were 0.86 � 0.12, 1.13 � 0.13 and 1.25 � 0.32 g water/g
fresh intestine, respectively. With 5, 10 or 20 mm tartaric acid
added to the outside of the everted gut sac, water flux values
were 0.78 � 0.12, 0.79 � 0.13 and 0.81 � 0.31 g water/g
fresh intestine, respectively. Finally, with clopidogrel-
macrogol 6000 binary systems, water flux results were
0.90 � 0.23, 1.01 � 0.26, 1.53 � 0.29 and 1.45 � 0.22 g
water/g fresh intestine for physical mixture, solid dispersion,
solid dispersion + quinidine (200 mm) and solid dispersion +
naringin (15 mg/kg), respectively.

Discussion

In this study, we attempted to improve the intestinal absorp-
tion of clopidogrel by enhancing its solubility and by modu-
lating the efflux pump P-gp activity.

Clopidogrel solubility improvement was achieved by pre-
paring solids dispersions using macrogol 6000 as a hydro-
philic carrier. There are two main processes for preparing
solid dispersions, the melting and the solvent evaporation
methods.[12] In this study, clopidogrel solid dispersions were
obtained using the solvent evaporation method, since this
method prevents the thermal decomposition of both drug
compound and hydrophilic polymer compared with the
melting method (solvent evaporation occurs at low tempera-

tures).[12] Macrogol 6000 was chosen as carrier because of its
low toxicity and its wide drug compatibility.[24] Finally, we
used a mixture of water-ethanol as solvent because it is less
toxic then other solvents which may be used to prepare solid
dispersions by the solvent evaporation method such as
dichloromethane.

Clopidogrel solubility value was 16.56 � 1.65 mg/ml in
pH 6.8 buffer solution medium. This result was in good
accordance with published data.[21,25] For the physical
mixtures and solid dispersions it could be noticed that
clopidogrel solubility increase was related to clopidogrel
and macrogol 6000 weight ratios. The greatest improve-
ments in terms of clopidogrel solubility were achieved at
the clopidogrel:macrogol 6000 weight ratio 1 : 9 in both
cases. At this ratio, we recorded an enhancement of
1.33- and 21.44-fold for the physical mixture and solid
dispersion, respectively, in comparison with clopidogrel
alone. For the physical mixture (1 : 9; w/w), the improve-
ment was not significant (P > 0.05), while for the solid
dispersion, a considerable increase in clopidogrel solubility
occurred (P < 0.05). This solubility enhancement may have
been attributed to several factors, namely drug particle size
reduction, the drug wettability and dispersibility enhance-
ment and the absence of crystal structure in solid disper-
sions; in addition to the great water solubility of macrogol
6000, it also has a solubilizing effect and tension surface
lowering effect between the hydrophobic drug and the
buffer solution medium.[24,26]

Clopidogrel absorption assessment was performed
with the in-vitro everted gut sac model prepared from rat
jejunum. Over the years, numerous in-situ, in-vivo, ex-vivo
and in-vitro models have been developed to predict drug
permeability and to assess the impact of influx and efflux
transporters such as P-glycoprotein (P-gp) on drug absorp-
tion.[27,28] The everted gut sac model is advantageous since it
is a simple, rapid and economic method. Moreover, it has
been shown, in previous studies, that this technique can be
used as an efficient tool to assess P-gp role in the intestinal
absorption of a wide range of drug compounds.[29–31] The
validity of this in-vitro model by histological studies
was explored in published data.[22,32,33] Histological slides of

Table 3 The difference factor and the similarity factor values for the diffusion profiles of clopidogrel and clopidogrel formulated with P-glycoprotein
inhibitor or absorption enahncer obtained with the everted gut sac model

Drug
Difference factor
(f1) (%)

Similarity factor
(f2) (%)

Clopidogrel vs clopidogrel + tartaric acid (5 mM) 2.20% 93.03%
Clopidogrel vs clopidogrel + tartaric acid (10 mM) 8.40% 92.47%
Clopidogrel vs clopidogrel + tartaric acid (20 mM) 12.46% 91.94%
Clopidogrel-macrogol 6000 solid dispersion at drug:polymer

weight ratio 1 : 9 (clopidogrel-solid dispersion) + quinidine
(200 mM) versus clopidogrel-solid dispersion+naringin (15 mg/kg)

3.28% 88.06%
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intestine observed by light microscopy after 2 h of experi-
ment showed that the intestine remained intact morpho-
logically with a high number of villosities, microvillosities
and intact brush border. Jejunum excision was made in
anaesthetized rats before they were killed by cervical

dislocation to avoid the deterioration of tissues and active
transport.[34]

Permeability studies were undertaken for both clopidogrel
and clopidogrel-macrogol 6000 binary systems at the drug :
polymer weight ratio 1 : 9 (w/w; physical mixture and solid
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Figure 3 Variation of water flux in the everted gut sacs of rat jejunum. (a) Clopidogrel (CLP) + quinidine (QND: 10, 50 or 200 mM), (b) clopidogrel +
naringin (NAR: 5, 10 or 15 mg/kg), (c) clopidogrel + tartaric acid (TA; 5, 10 or 20 mM), and (d) clopidogrel-macrogol 6000 binary systems at drug-polymer
weight ratio 1 : 9 (w/w) in absence or presence of quinidine (200 mM) or naringin (15 mg/kg) after 2 h of experiments. SLD, solid dispersion. Control
group was everted gut sacs containing pure clopidogrel. n = 6. *P < 0.05 compared with control group.
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dispersions) in the absence or presence of P-gp inhibitors,
namely quinidine, an antiarrythmic agent, and naringin, a
flavonoid which is the main constituent in grapefruit juice.
We investigated the effect of tartaric acid, an absorption
enhancer, on clopidogrel absorption. Quinidine, naringin
and tartaric acid were tested at various concentrations taken
from literature.[6,35,36]

For physical mixtures, clopidogrel permeability was
enhanced 1.30-fold compared with clopidogrel alone. This
enhancement may have been attributed to the slight solubility
enhancement of clopidogrel in the presence of macrogol 6000
and also to the role that macrogol 6000 can play as a P-gp
modulator. In fact, previous studies demonstrated that mac-
rogols have a modulating effect, concentration-dependant,
on intestinal absorption of P-gp substrates.[17,37] In the case
of solid dispersions, we noted a significant enhancement of
clopidogrel permeability compared with clopidogrel alone
(1.97-fold). This great increase may have been attributed to
the solubility improvement of clopidogrel in solid disper-
sions and to the modulating effect of macrogol 6000 on the
P-gp efflux pump.[17,38]

The addition, in the mucosal medium, of quinidine or nar-
ingin at various concentrations in the presence of clopidogrel
alone or solid dispersion (1 : 9; w/w) increased markedly the
permeability values of the drug (P < 0.05). This could be
attributed to the inhibitory effect of those compounds on the
P-gp efflux transporter and also to the inhibitory effect of
naringin on the intestinal cytochrome P450 (CYP) 3A4 iso-
enzyme activity.[6,11,17,35] Data from our study concerning the
effect of quinidine on P-gp activity were consistent with a
study by Taubert et al.[6] on the assessment of the impact of
P-gp mediated efflux on clopidogrel absorption. In that study
performed using the in-vitro Caco-2 monolayers model, they
found that clopidogrel permeability was increased by
approximately 5-fold in the presence of 200 mm quinidine
compared with clopidogrel alone. In our case, we noticed that
in the presence of quinidine at the same concentration, the
apparent permeability coefficient was increased by approxi-
mately 3-fold. The difference in results observed between the
Caco-2 and the everted gut sac models may have been attrib-
uted to the overexpression of P-gp on the Caco-2 cells result-
ing in a greater improvement on clopidogrel absorption in
the presence of quinidine.[29] As can be noticed from the clo-
pidogrel absorption data obtained when quinidine or narin-
gin were added to the mucosal medium, the P-gp activity
inhibition was concentration-dependant in both cases. When
these two P-gp inhibitors were used at their highest con-
centrations (200 mm quinidine and 15 mg/kg naringin), we
recorded an increase in clopidogrel apparent permeability
values by 3.30- and 3.91-fold in the presence of quinidine,
and by 2.46- and 3.46-fold in the presence of naringin for clo-
pidogrel alone and for the solid dispersion (1 : 9; w/w),
respectively. As can be seen from these results, enhancing

clopidogrel solubility and inhibiting P-gp activity at the same
time led to the best results in terms of clopidogrel permeabil-
ity improvement. Clopidogrel diffusion studies undertaken
in the presence of quinidine (200 mm) or naringin (15 mg/kg)
were compared using a model-independent approach con-
sisting of the calculation of the difference factor (f1) and the
similarity factor (f2). f1 values less than 15% and f2 values
greater than 50% ensure equivalence of the two curves.[23]

Thus we can consider that the diffusion profiles obtained
in the presence of these two P-gp inhibitors were similar
(f1 = 3.28% (< 15%) and f2 = 88.06% (> 50%); Table 3).

These results were interesting since quinidine has pharma-
cological activity and its use as a P-gp inhibitor may lead to
toxic side effects, whereas, naringin is a natural component
which can be used without a risk to health.

In the case of tartaric acid, the results of permeability
studies obtained for clopidogrel in the presence of this
absorption enhancer at various concentrations (5, 10 and
20 mm) showed that no significant increase occurred com-
pared with control (clopidogrel alone) (P � 0.05). The com-
parison of diffusion profiles obtained for clopidogrel versus
clopidogrel+tartaric acid at all concentrations used showed
that diffusion curves were similar (f1 < 15% and f2 > 50% in
all three cases), which translated to clopidogrel absorption
was not enhanced in the presence of tartaric acid. Tartaric
acid is known to be a paracellular enhancer acting by enlarge-
ment of the tight junction. It increases the paracellular per-
meability of hydrophilic and low hydrophobic compounds.
Tartaric acid activity on tight junction integrity is observed at
low pH values but not at neutral pH. Opening tight junctions
is generally observed in the colon but not in jejunum or
ileum.[36,39] It has been reported that tartaric acid enhanced
rhodamine 123 and daunorubicin absorption, two P-gp sub-
strates.[36] This enhancement occurred in colon and ileum,
but not in jejunum. Those authors suggested that the effects
of tartaric acid on rhodamine 123 and daunorubicin absorp-
tion may not have been attributable to P-gp inhibition, but
to the activation of absorption transporters or the inhibition
of an efflux mechanism other than P-gp by tartaric acid.
They suggested that the difference in results observed for the
different regions of intestine (jejunum, ileum and colon) may
have been due to the different distribution of dicarboxylate
transporter in the intestine. Those hypotheses could explain
the non-effect of tartaric acid on clopidogrel absorption
enhancement.

In this study, we determined the water flux for clopido-
grel and clopidogrel-macrogol 6000 binary systems in the
presence of P-gp inhibitors (quinidine and naringin) and
absorption enhancer (tartaric acid) at various drug concen-
trations. We found that, in all cases, there was a transfer of
water from the outside to the inside of the sacs, which trans-
lated as absorption. The comparison of the water flux values
for clopidogrel vs clopidogrel in the presence of quinidine,
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tartaric acid or naringin, or clopidogrel vs clopidogrel-
macrogol 6000 binary systems at the end of the assays (after
120 min) showed that the water flux was greater for clopi-
dogrel in the presence of P-gp inhibitors or clopidogrel-
macrogol 6000 binary system (P < 0.05) than for clopidogrel
in the presence of tartaric acid (P � 0.05) in comparison with
control (clopidogrel alone). This could be explained by the
fact that the absorption of clopidogrel was affected by the
intestinal efflux transporter P-gp. In fact, in previous studies
concerning the role of P-gp in intestinal absorption of
digoxin, Sababi et al.[40] reported that the water absorption
increased significantly in the duodenum and the jejunum
with verapamil, an inhibitor of P-gp.

During permeation experiments undertaken with the
everted gut sac model, it was important to assess the percent-
ages of clopidogrel recovery (R%) outside and inside the sacs
and the percentage of clopidogrel retained (Ad%) on the
intestinal tissue. The results showed that, for all experiments,
the values for R% were above 90%, indicating that the
amount of drug retained by the everted gut sac tissues was
very limited. This phenomenon was reported previously, and
may have been due to the fact that during the passage from
mucosal to serosal side on the everted gut sac, clopidogrel
must cross the whole intestinal wall, which can lead to accu-
mulation of the drug into the muscular layer.[20]

Conclusions

Clopidogrel is a poor water soluble compound and P-gp
efflux pump substrate, which explains its incomplete intes-
tinal absorption after oral administration. In this study,
we have tried to overcome these problems by enhancing

clopidogrel solubility via solid dispersions prepared with
macrogol 6000, and by inhibiting P-gp activity using quini-
dine or naringin as inhibitors, and tartaric acid as an absorp-
tion enhancer. Results showed that clopidogrel intestinal
absorption could be increased, possibly by enhancing clopi-
dogrel solubility, or by modulating the P-gp efflux pump
activity via P-gp inhibitors, namely quinidine and naringin.
The best results in terms of clopidogrel intestinal diffusion
were obtained by combining solubility enhancing and P-gp
inhibition. Results showed that P-gp inhibition was compa-
rable in the presence of quinidine (200 mm) or naringin
(15 mg/kg). These findings were interesting because it is well
known that the main P-gp inhibitors reported in literature are
pharmacologically active substances (such as quinidine or
verapamil), and their use leads to undesirable side effects,
which may be dangerous. Thus, the use of natural compo-
nents that do not present a health risk, such as naringin, as
inhibitors of P-gp, in association with clopidogrel-macrogol
6000 solid dispersions to increase the absorption of clopi-
dogrel in the intestine, and hence its oral bioavailability, are
of considerable interest. These in-vitro results are promising
and in-vivo studies are necessary to support this study.

Declarations

Conflict of interest

The Author(s) declare(s) that they have no conflicts of inter-
est to disclose.

Funding

This research received no specific grant from any funding
agency in the public, commercial, or not-for-profit sectors.

References

1. Chillistone S, Hardman J. Factors
affecting drug absorption and distribu-
tion. Anaesth Intensive Care Med 2011;
12: 151–155.

2. Scherrmann JM. Transporters in
absorption, distribution and elimina-
tion. Chem Biodivers 2009; 6: 1933–
1942.

3. Cuisset T et al. Clopidogrel resistance:
what’s new? Arch Cardiovasc Dis 2010;
103: 349–353.

4. Park KJ et al. Clinical, pharmaco-
kinetic and pharmacogenetic determi-
nants of clopidogrel resistance in
Korean patients with acute coronary
syndrome. Korean J Lab Med 2011; 31:
91–94.

5. Gachet C, Aleil B. The inter-individual
variability of the response to clopi-
dogrel. Arch Mal Coeur Vaiss 2005; 98:
216–225.

6. Taubert D et al. Impact of P-
glycoprotein on clopidogrel absorp-
tion. Clin Pharmacol Ther 2006; 80:
486–501.

7. Simon T et al. Genetic determinants of
response to clopidogrel and cardiovas-
cular events. N Engl J Med 2009; 360:
363–375.

8. Ancrenaz V et al. Impact of genetic
polymorphisms and drug-drug inter-
actions on clopidogrel and prasugrel
response variability. Curr Drug Metab
2010; 11: 667–677.

9. Clarke TA, Waskell LA. The metabo-
lism of clopidogrel is catalyzed by

human cytochrome P450 3A and is
inhibited by atorvastatin. Drug Metab
Dispos 2003; 31: 53–59.

10. Streubel A et al. Drug delivery to
the upper small intestine window
using gastroretentive technologies.
Curr Opin Pharmacol 2006; 6: 501–
508.

11. Dahan A, Amidon GL. Small intestinal
efflux mediated by MRP2 and BCRP
shifts sulfasalazine intestinal perme-
ability from high to low, enabling
its colonic targeting. Am J Physiol
Gastrointest Liver Physiol 2009; 297:
G371–G377.

12. Singh A et al. Oral formulation strate-
gies to improve solubility of poorly
water-soluble drugs. Expert Opin Drug
Deliv 2011; 8: 1361–1378.

Mohamed Ali Lassoued et al. Absorption enhancement of clopidogrel

© 2011 The Authors. JPP © 2011
Royal Pharmaceutical Society 2012 Journal of Pharmacy and Pharmacology, 64, pp. 541–552 551



13. Ishikawa T et al. Functional evaluation
of ABCB1 (P-glycoprotein) polymor-
phisms: high-speed screening and
structure-activity relationship analy-
ses. Drug Metab Pharmacokinet 2004;
19: 1–14.

14. Linardi RL, Natalini CC. Multi-
drug resistance (MDR1) gene and
P-glycoprotein influence on pharma-
cokinetic and pharmacodynamic of
therapeutic drugs. Cienc Rural 2006;
36: 336–341.

15. Mouly S, Paine MF. P-glycoprotein
increases from proximal to distal
regions of human small intestine.
Pharm Res 2003; 20: 1595–1599.

16. Kim RB. Drugs as P-glycoprotein
substrates, inhibitors and inducers.
Drug Metab Rev 2002; 34: 47–54.

17. Föger F. Strategies to overcome efflux
pumps. In: Bernkop-Schnürch A, ed.
Oral Delivery of Macromolecular Drugs:
Barriers, Strategies and Future Trends.
New York: Springer Science and Busi-
ness Media LLC, 2009: 123–136.

18. European Council. European Pharma-
copeia, 5th edn. Strasbourg, France:
Council of Europe, 2004.

19. Leonardi D et al. Development of
prednisone:polyethylene glycol 6000
fast-release tablets from solid dis-
persions: solid-state characterization,
dissolution behaviour, and formula-
tion parameters. AAPS Pharm Sci
Technol 2007; 8: E1–E8.

20. Lassoued MA et al. Comparative study
of two in vitro methods for assessing
drug absorption: Sartorius SM 16750
apparatus versus everted gut sac. J
Pharm Pharm Sci 2011; 14: 117–127.

21. Patel V et al. Development of micro-
emulsion for solubility enhancement of
clopidogrel. Iran J Pharm Res 2010; 9:
327–334.

22. Khemiss F et al. Effect of in vitro expo-
sure to Vibrio vulnificus on hydro-
electrolytic transport and structural
changes of sea bream (Sparus aurata L.)
intestine. Fish Physiol Biochem 2009; 35:
541–549.

23. Moore JW, Flanner HH. Mathe-
matical comparison of dissolution
profiles. Pharm Technol 1996; 20:
64–74.

24. El-Badry M et al. Improvement of
solubility and dissolution rate of
indomethacin by solid dispersions in
gelucire 50/13 and PEG 4000. Saudi
Pharm J 2009; 17: 217–225.

25. Kolbe I et al. Preparation and charac-
terization of clopidogrel/DIMEB com-
plex. J Incl Phenom Macrocycl Chem
2002; 44: 183–184.

26. Vasconcelos T et al. Solid dispersions as
strategy to improve oral bioavailability
of poor water soluble drugs. Drug
Discov Today 2007; 12: 1068–1075.

27. Bohets H et al. Strategies for absorp-
tion screening in drug discovery and
development. Curr Top Med Chem
2001; 1: 367–383.

28. Wang J et al. Maximising use of in vitro
ADMET tools to predict in vivo bio-
availability and safety. Expert Opin
Drug Metab Toxicol 2007; 3: 641–665.

29. Barthe L et al. The inproved everted gut
sac: a simple method to study intestinal
P-glycoprotein. Int J Pharm 1998; 173:
255–258.

30. Carreno-Gomez B, Duncan R. Everted
rat intestinal sacs: a new model for
the quantification of P-glycoprotein
mediated-efflux of anticancer agents.
Anticancer Res 2000; 20: 3157–3161.

31. Arellano C. The metabolism of mida-
zolam and comparison with other
CYP enzyme substrates during intes-
tinal absorption: in vitro studies with

rat everted gut sacs. J Pharm Pharm Sci
2007; 10: 26–36.

32. Khemiss F et al. Study of Grewia tenax
fruit on iron absorption by everted
gut sac. J Ethnopharmacol 2006; 103:
90–98.

33. Khemiss F et al. Aeromonas hydrophila
disturbs water and electrolyte trans-
port in Mugil cephalus L. intestine. Afr J
Biotechnol 2008; 7: 373–380.

34. Tukker JJ. In vitro methods for
the assessment of permeability. In:
Dressman JB, Lennernas H, eds. Oral
Drug Absorption: Prediction and Assess-
ment. New York: Marcel Dekker, 2000:
51–72.

35. Choi JS, Han HK. Enhanced oral
exposure of diltiazem by the conco-
mitant use of naringin in rats. Int J
Pharm 2005; 305: 122–128.

36. Iida A et al. Improvement of intestinal
absorption of P-glycoprotein substrate
by d-tartaric acid. Drug Metab Pharma-
cokinet 2006; 21: 424–428.

37. Shen Q et al. Modulating effect
of polyethylene glycol on intestinal
transport and absorption of predniso-
lone, methylprednisolone and quini-
dine in rats by in-vitro and in-situ
absorption studies. J Pharm Pharmacol
2008; 60: 1633–1641.

38. Chaud MV et al. Solid dispersions with
hydrogenated castor oil increase solu-
bility, dissolution rate and intestinal
absorption of praziquantel. Braz J
Pharm Sci 2010; 46: 473–481.

39. Hayashi M, Tomita M. Mechanistic
analysis for drug permeation through
intestinal membrane. Drug Metab
Pharmacokinet 2007; 22: 67–77.

40. Sababi M et al. The role of
P-glycoprotein in limiting intestinal
regional absorption of digoxin in rats.
Eur J Pharm Sci 2001; 14: 21–27.

Absorption enhancement of clopidogrel Mohamed Ali Lassoued et al.

© 2011 The Authors. JPP © 2011
Royal Pharmaceutical Society 2012 Journal of Pharmacy and Pharmacology, 64, pp. 541–552552


